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Primer 1,2 Sequence (5’-3’) 3 PCR cassette product 
and gene target for 
replacement 

6244F ATGCTCTGGTTATTCCATACCATAGGCTTAACGGAGCG
AATTTAGGGATAACAGGGTAATGTGTAGGCTGGAGCT
GCTTC kan cassette from pKD4, to 

replace galE  6245R CGGATGATCGATGGGATTAAATGGGGTCATAACGTCC
AAATGGGAATTAGCCATGGTCC 

6477F GCGAATTTAGATGCCACAAGCGTATTTGGAAAGATTCA
TTAAATGGGAATTAGCCATGGTCC 

cat cassette from pKD3 to 
replace waaL  6478R TGGAAAACGCGCTGATACCGTAATAAGTATCAGCGCGT

TTTTGTGTAGGCTGGAGCTGCTTC 

6248F GGTTTGAATTTCTAATTCAATTTATTCTATCTGGTGATT
GCGTAGGGATAACAGGGTAATGTGTAGGCTGGAGCTG
CTTC kan cassette from pKD4, to 

replace abe  
6249R CTAATTTGTTAACGATTTATTTATTAAAAGATCATGAAA

ATCTCAGAAGAACTCGTCAAGAA 

6479F GATTATAAAAAAGGAATTGAAGAACTACTGAAACGGTT
ATGAGTGTAGGCTGGAGCTGCTTC 

kan cassette from pKD4,  
to replace wzx  6480R TTT CTA TTA TAA GTT GGA ATA CAA AAT GAT ATA 

AGC ATA TGA CAT ATG AAT ATC CTC CTT AG 

6481F GGTAATATTTTTAATACTAAGCATTTTTTCTAAAGGCTC
TATGTGTAGGCTGGAGCTGCTTC 

kan cassette from pKD4, to 
replace wzy 6482R GCT TCA GAG CCA AAT AAA ACG GCG GCA TTG CCG 

CCG TAT AAC TCA GAA GAA CTC GTC AAG AA 
1 Orientations of primers are indicated as: F, forward; and R, reverse. 
2 Note that this set of primers was used for strain construction in (1). 
3 Primer sequences: bold, priming site for gene cassette; underline, inbuilt I-Sce1restriction site for 
cassette loss after gene replacement and is only used for optional markerless deletion (2); remainder of 
sequence corresponds to homology sites used in RED recombination. 
 


